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Web Page URLs for STN Seminar Schedule ■ N America 
Apr r.8 "Ask CAS' tor self-help around the clock 
Apr C9 BEILSTEIN Reload and Implementation of a New Subject Area 
Apr 09 ZDB will be rerrtoved from STN 

Apr 19 US Patent Applications available in 1FICDB, IFIPAT and IFIUDB 
Apr 1-2 Records from IP com available in CAPLUS, HCAPLUS and 

Apr BIOSIS Gene Names now available in TOXCENTER 
Apr 22 Federal Research in Progress (FEDRIP) now available 
Jun 03 e-mail delivery for search results now available 
Jun 10 MEDLINE Reload 
Jun 10 PCT^^ULL has been reloaded 

Jul L'2 FOREGE no longer contains STANDARDS file segment 

Jul 72 USAN to be reloaded July 28, 2002, 

saved answer sets no longer valid 

Jul i -J Enhanced polymer searching in RFG/STRY 

Jul ?0 NETFIRST to be removed from STN 

Aug 08 CAf JCERLIT reload 

Aug 08 PhARMArviarketLetter(PHARMAr^L) - new on STN 
Aug 08 NTIS has been reloaded and enhanced 
Aug 19 Aquatic Toxicity Information Retrieval (AQUIRE) 
now ava lable on STN 

Aug 19 IFIPAT, IFICDB and IFIUDB have been reloaded 
Aug 1 9 The MEDLINE file segment of TO<CENTER has been 

Aug 26 Seqjence searching in REGISTRY enfianced 

Sep 03 JAPIO has been reloaded and enhanced 

Sep 16 Experimental properties added to -he REGISTRY file 

Sep '6 CA Section Thesaurus available in CAPLUS and CA 

Oct Cil CASREACT Enriched w)th Reactions from 1907 to 1985 

Oct :i EVENTLINE has been reloaded 

Oct 24 BEILSTEIN adds new search f elds 

Octr4 Nutraceuticals tnlernational (NIJ-^PACEUT) now available on 



Oct rf) 
Nov --i 
Nov 25 
Dec 02 
Dec 04 
Dec V 
Dec ' 7 
Dec 1 7 
Dec 30 
Jan '3 
Jan :i 
Jan 



MEDLINE SDI run of October 8, 2Ci02 

DKILIT has been renamed APOLLIT 

More calculated properties added to REGISTRY 

TIBKAT will be removed from STN 

CSA files on STN 

PCTFULL now covers WP/PCT Applications from 1 976 to date 
TO.XCEN TER enhanced mth addirional content 
Adis Clinical Tnals Insight now available on STN 
ISfVlEC no longer available 

Indexing added to some pre-1&67 records in CA/CAPLUS 
NUTRACEUT offenng one free connect hour in February 2003 
PHARrvlAML offering one free connect hour in FebrLJary 2003 



r.EWS EXPRESS January 6 CURRENT WINDOWS VERSION IS V6 Ola 

CURRt rJT MACINTOSH VERSION IS VC.Ob(ENG) AND V6 OJbfJPl 
AND CURRENT DISCOVER FILE IS DATED 01 OCTOBER 2002 ' 

r-EWS HOURS STN Operating Hours Plus Help Desk Availability 

NEWS IfJTER 'General Internet Information 

NEWS LOGIN Welcome Banner and News Items 

r/EWS PHONE Direct Dial and Telecommunication Network Access to STN 
r.EWS WMA/ CAS World Wide Web Site (general information) 

EMer NEV;S followed by the item number or name to see news on that 
speaftc toptc 

All use of STN is sub ect to the provisions of the STN Customer 
agreement Please rote that this agreement limits use to scientific 
research Use for software development or design or implementation 
C commencial gateways or other similar uses is prohiniied and may 
lesutt in loss of user pr.vileges and other penalties 
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FILE ■HOME' ENTERED AT 13 06 28 ON 29 JAN 2003 

FIL BIOSIS EMBASE CAPLUS 

COST IN U S DOLLARS SINCE FILE TOTAL 

ENTRY SESSION 
FL LL ESTIMATED COST q 21 0 21 

FILE 'BIOSIS' ENTERED AT 13 06 37 ON 29 JAN 2003 
COPYRfGHT (Cj 2003 BIOLOGICAL ABSTRACTS INC (R) 



File 'EMBASE ENTERED AT 1 3 06 37 ON 29 JAN 2003 
COPi'RIGHT (C) :003 Elsevier Science B V All rights reserved 

F LE -CAPLUS' EfJTERED AT 13 06 37 ON 29 JAN 2003 

USE IS SUBJECT TO THE TERMS OF YOUR STN CUSTOMER AGREE)\^ENT 

P.EA.5E SEE ■HELP USAGETERMS" FOR DE TA LS 

COPt'RIGHT (C; 2003 AMERICAN CHEMICAL SOCIETY (ACS) 

~ - s alpha pneromone or MFalphal or MF alpna 1 or MF alphal or alpha 1 factor 
L- 494 ALPHA PHEROMONE OR MFALPHA1 OR MF ALPHA 1 OR MF 
A..PHA1 OR ALPHA 
1 FACTOR 

= ■• s II and MK 

1-2 1 LI ANL- MK 

= d 01 b abs 

L: ANSWER 1 0= 1 CAPLUS COPYR GHT :003 ACS 
AN 2000 133^56 CAPLUS 
DN 132.179658 

Tl Mass secrefc on/expression system for ungly:osylated human •"MK"* 

family proteins in methylotropic yeast 
IN fVjrasug-, A-ira, Asami, Yukio Ktdo, Isao, t- umai Hideshi 
PA Meij) Milk Products Co Ltd , Japan 
SO PCT Int AppI , 55 pp 

CCDEN: PI,<.|';D2 
D' Patent 
La Japanese 
FAN i::NT 1 

PATENT NO KIND DATE APPLICATION NO DATE 



WO •999-JP4332 19990810 
. FR. GB, GR IE, IT. LU, MC, NL 



PI ^0 23000097-8 A1 200QCI224 
W. AU, CA CM, JP, K.R, LS 
RW AT, 3E CH, CV, DE DK ES Fl 
PT, SE 

CA 2339350 A A 20000224 CA tggp-2339350 19990610 
AU 9950674 A1 20000306 AU 1999-50674 19990810 
EP11C6697 A1 20010613 EP 1999 935123 19990610 
R AT, BE, CH, DE. CK, ES, FR, GB. GR. IT LI, LU NL SE MC PT 
iE S), LV Fl RO 

PRAI JP 199a-236621 A 19980.810 
JP 1999-8458 3 A '9990326 
WO 19Q9-JP4332 W 19990810 

Ab j_arge-sca e secretion/expressfon system fc ■ ur^glycosyfated human 
•"MK"** 'a-niiy proteins in methylotropic ypast, Pichia pastons is 
desEnbed 'he expression vector consists of a mature human *"MK*** 
lamjiy protein coding region cDNA attached to Saccharomyces cerevistae . 

•"alpha"* —factor*" signal sequence under the 

control of a Pich.a pastons methanol-inducibk ale oxidase gene (A0X1 ) 
promoter, a tran'scr ption termination sequence, and an origin of 
replication Jng ycDsylated human '"MK*" 'protem and PTN protein 
we-emass produced m Pichia pastons GS115 and SMD118 strains and the 
expressed p'o;e ns demonstrated their biol activity for facilitating 
growth of mouse embryo fibroblast NIH3T3 

RE CrJT 4 THERE .ARE 4 CITED REFERENCES AVAILABLE FOR THIS 

RECORD 

ALL CITATIONS AVAILABLE IN THE RE FORMAT 



'JIS IS NCT AVALD FORMAT FOR F/LE CAPLUS' 

The to lowing are ,/alid formats 

ABS - G) and AB 

ALL ■- B B AB. IND, RE 

APPS Al, PRAI 

B'E^ AN. p js Bibliographic Data and Pi table (default) 

CAN Lis' of CA abstract njmbers wjthout answer numbers 

CBiB AN plus Compressed Bibliographic Data 

DAlL - ALL, delimited (end of each field identified) 

DMAX MA>., delimited for post processing 

FAM AN PI and PRAI in table, plus Patent Family data 

FB^B A,N, BIB, plus Patent FAM 

INE Index ng data 

'Pt^ Internati.5nal Patent Classifications 

MA> ALL. dIjs Patent FAM RE 

PA'S PI. SO 

SAM CC SX.TI. S-^. IT 

SCArj CC , SX. Tl, ST. IT (random display, no answer numbers, 

SCArj must be entered on the same line as the DISPLAY 
e g , D SCAN or DISPLAY SCAN) 

STD BIB IPC. andNCL 

lABS ABS indented with text labels 

)AL,. ALL, indented with text labels 

IB'f> --- BIB. ndented wth text labels 

"^AX MA.<. indented with text labels 

ISTD - - STD. indented with text labels 

°BIB -- AfJ. plus Bibliographic Data (original) 



OIBIB 



OBIB indented with text labels 



ENTER DISPLA -' FORMAT (BIB) bib 



SBIB BIB no citations 

SIBIB IBIS, no citations 

HIT Pields containing hit terms 

HlTlND IC ICA ICI, NCL, CC and index tield (ST and IT) 

containing hit terms 

HITRN - H T R'J and its text modificaton 

H[TSTR HIT RN, its text modification, its CA index name and 

its structure diagram 
HITSEQ HIT PN, its text modification, its CA index name, its 

Structure d agram. plus NTE and SEQ fields 
FHITSTR First HIT RN, its text modification, its CA index name and 

lis striiCture diagram 
FHITSEQ First HIT RN. its text modification its CA index name, its 

str^jcture d agram, plus NTE and SEQ fields 

KWlC --- Hit term plus 20 words on either side 

OCC Numbe' of occurrence of hit term and field m which it occurs 

To display a partiCLjiar fieic or fields enter the display fteld 

codes For a list of the dis;^ay field codes, enter HELP DFIELDS at 

an arrow prompt (=') Examples of formats include Tl, TI.AU, BiB,ST, 

Tl iND, TI.SO You may specify the fomiat fields in any order and the 

information wi)) be displayed in tfiesame orde; as the iormat 

specification 

All of the formats (e<cept for SAM, SCAN, HIT, HITIND, HfTRN, HITSTR 

FHITSTR, HITSEQ, FHITSEQ, KWIC, and OCC) may be used with DISPLAY ACC 

to view a specified Accession Number 

ENTER DISPLAY F CRMAT [BIB) 

ENTER DISPLAY FORMAT [BIB) y 

T IS NOT A VALID -ORMAT FOR FILE 'CAPLUS' 

The following are valid fornnats 

ABS Gl and AB 

ALL BIB. AB, IND, RE 

APRS Al, PRAI 

BIB AN, plus Bibliographic Data and PI table (default) 

CAN List of CA abstract numbers without answer numbers 

CBIB AN, olus Compressed Bibliographic Data 

DALL ALL delimited (end of each field identified) 

DMAX VAX, delimited for post-processing 

f^AM AN, PI and PRAI in table, plus Patent Family data 

FBIB AN BiB. plus Patent FAM 

IND IndeJiing data 

IPC Internatonal Patent Classifications 

MAX ALL p'DS Patent FAM RE 

PATS PI SO 

SAM CC,S>,TI,ST, IT 

SCAN CC, S<, Tl, ST, IT (random display no answer numbers, 

SCAN must be entered on the same line as the DISPLAY 
e g , D SCAN Of DISPLAY SCAN) 

STD - BIB, IPC, and NCL 

lABS- ABS ir.dented with text labels 

I ALL ALL, indented with text labels 

IBIB BIB indented with text labels 

IMAX - MAX, cidented with text labels 

ISTD STD, indented with text labels 

OBIB — AN, plus Bibliographic Data (ongmal) 

OlBIB OBIB, indented with text labels 

SBIB BlE, no citations 

SIBIB IBIB, no citations 

HIT FieMs cnntaming hit terms 

HITIND IC ICA, ICI, NCL, CC and index field {ST and IT) 

containing hit terms 

HITRN HIT RfJ and its text modification 

HITSTR HIT RN, Its text modification, its CA index name, and 

Its structure diagram 
HITSEQ — — HIT RN, Its text modifcation. its CA index name, its 

structu'e diagram, plus NTE and SEQ fields 
FHITSTR First HIT RN, its text modification, its CA index name and 

Its structure diagram 
FHITSEQ -- First HIT RN, its text modif cation, its CA index name its 

structure diagram, plus NTE and SEQ fields 
KWIC Hit tern plus 20 words on either side 

OCC Number of occurrence of hit term and field in which it occurs 

To display a pa licuiar field or fields, enter the display field 

codes For a list of the display field codes, enter HELP DFIELDS at 

an arrow prompt (=>) Examples of formats include Tl, Tl AU, BIB, ST, 

TI,IND, TI.SO /ou may specify the format fields in any order and the 

information will be displayed in the same order as the format 

specification 

All of the formats {e>cept for SAM, SCAN, HIT, HITIND, HITRN HITSTR 
FHITSTR, HITSEQ. FHITSEQ KWIC. and OCC) may be used with DISPLAY ACC 
to view a specified Accession Number 



L2 ANSWER 1 OF 1 CAPLUS COPYRIGHT 2D03 ACS 
AN 2000 ISa^f iS CAPLUS 
□ N 132 1796^6 

Tl Mass secret] jn/expression system for unglycosylated human '"MK"* 

family prott'n^ in methylotropic yeast 
IN Murasugi, Ahra, Asami Yvkio. Kjdo, )sao Kumai Hideshi 
PA Meiji Milk Products Co Ltd , .apan 
SO PCT Int Aspl S& pp 

CODEN PI«>D2 
DT Patent 
LA Japanese 
FAN CNT 1 

PATENT NO KIND DATE APPLICATION NO DATE 



PI WO 2300C J971 9 Al 20000224 W0 1999JP4332 1 9990813 
W AU, CA CfJ, JP, KP, US 

RW AT, -AE. CM, CV. DE, DK ES, Fl, FR, GB, 'SR IE IT LU MC NL 

PT, SF 

CA 233935U AA 2000022') CA 1999-2339350 1 9990810 
AU 9950674 Al 20000306- AU 1999-50674 19990810 
EP 1106697 Al 200-0613 EP 1 999-935- 23 19990910 
R AT, BE. CH DE DK. ES, FR, GB, GR IT L LU NL SE MC PT 
(E, SI, lT, LV, Fl, RO 

PRAI JP 1998-236621 A 19980810 
JP 1999 84'je3 A 199^90326 
WO 1999- J =-4 332 W 19990610 

RE CNT 4 THERE ARE 4 ZITED REFERENCES AVAILABLE FOR THIS 

RECORD 

ALL CITATIONS AVAILABLE IN THE RE FORMAT 



^> d his 

(F..E 'HOV-J' ENTERED AT 1 3 06 28 OfJ 29 JAN 2C03) 

F LE 'BIOS 3, EMBASE, CAPLUS- ENTERED AT 13 06 37 ON 29 JAN 2003 
L" 494 S A..PhA PHEROMONE OR MFAL PHA1 OR MF ALPHA 1 OR MF 

ALPHA1 OR AlP 
L2 1 S L1 AND MK 

s M and (methylotrophic yeast or Pichia) 
L3 19 LI AtJD iMETH^LOTROPHIC YEAST OR PICHIA) 

= > djD rem 13 

PROCESSING COMPLEFED FOR L3 

L4 15DLF REM L3 (4 DUPLICATES REMOVF D) 

=> d Dib aos 1- 

YOU HAVE REOJESTED DATA FROM 15 ANSWERS - CONTINUE"? Y/{N) y 

L4 ANSWER 1 OF 15 CAPLUS COPYRIGHT 2003 ACS 
Afvl 2002 575222 CAPLUS 
DN ^37 '360S6 

Tl Combinator a express on libraries with individual members of the library 

containing concatemers of expression cassettes 
)N Godsnrth, Neil, Soreiser, Alexandra M P Santana, Nielsen, Soren V S 
PA Evolva Bio'ech A/S, Den 
SO PCT Int AppI , -115 pp 

CODEr, P|>>.D2 
DT Patent 
LA English 
FAN CNT 1 

PATENT NC KIND [3ATE APPLICATION NO DATE 

PI WO 20020'S9297 A2 20020601 WO 2002- DK 56 20020125 

W AE, AG AL, AM, AT AU AZ, BA, HQ 3G, BR BY, BZ CA CH CN 
CO. CR, CU, CZ. DE. DK, DM, DZ, EC, EE, FS, Fl GB, GD GE GH 
GM, HR, HU ID. L, IN, IS JP, KE KG, KP, k R K2, LC, LH LR,' 
LS. LT, LJ, LV, MA, MD, MG, MK, MN, MW, m MZ fJO tiz OM PH 
PL. PT RO, RU, SD. SE, SG, S , Sk, SL, TJ, TM, TN. TR, Tt'tZ 
UA, UG. US, UZ, VN, YU, ZA. ZM ZW, AM, AZ BY KG KZ MD RU 
TJ, TM 

RW GH, 3M, I- E, LS MW, MZ, SD, S,. SZ TZ UG ZM ZW AT BE CH 
CV DE , DK, ES, =^1, FR, GB, GR, IE IT, LU, MC NL PT, SE TR 
BF. BJ CP, r,G, CI, CM GA, GN, GO GW, ML MR NE SN TD TG 

PRAI DK 2001 - 1 28 A lOOl 01 25 
DK 2001-67'? A 20010501 
US 2001 -3C'0863P P 20010627 

AB Combinatorial gene expression libraries in which recombinatior between 
individual sequences can take place withm an individual cell and methods 
of constructng such libranes are described Each member of the library 
contains a large no of expression cassettes that are randomly selected 
from a pool of cassettes during the constr jcton of the library 
Ind vidual expression cassettes are flani^ed by a common pair of 
restriction sites and have the same promoter and terminator to regulate 
expression of the cloned inserts The library of concatemers is created 
from a library of individual clones This pnmary library typically a 
cONA library, has the individual cassette and its flanking restricbon 
sites flanked by a second pair of restricton sites The cassettes are 
released from the library and ligated into concatemers that are then 
cloned into a vector capable of stabilizing large inserts, esp artificial 



chromosomes The variability within the combinatorial library can be 
increased by using cDNA libraries from multple sources Cassettes within 
the library are free to recombine with one another to create genes 
encoding novel activities or functions that can be identified Dy selection 
or screening Such libraries are useful in discovery of novel or modified 
metabolic pathways leading to the prodn of novel compds for e g drug 
discovery and to the prodn of known compds in novel quantities or m 
novel compartments of the cells The expression I braries in particular 
are composed of host cells capable of coordinated and controllable 
expression of large nos of heterologous genes in "he host cells 

L4 ANSWER 2 3F 15 CAF=LUS COP> RIGHT r003 ACS 
AN 200: 575:ri CAPLUS 
DN 1 37 1 36056 

Tl Combinato'idl expression libraries with irdivicual members of the library 

containing corcatemers of expression cassettes 
IN Goldsnnith rJeil; Sorensen Alexandrd M P Santana rJielsen. Soren V S . 

Naesby, Michael 
PA Evolva Biotech A/S, Den 
SO PCT Int AppI , 124 pp 

CODEN P\Kj'D2 
DT Patent 
LA Engl.sh 
FAN CNT 1 

PATENT NO KINO DATE APPLICATION NO DATE 



PI WO ?0020'')'-^296 A2 20020901 WO 2002-DK55 20020125 

W AE, AG AL, AM, AT, A J, AZ, bA, BB, bG, BR BV, B2, OA, OH ON 
CO. OK CU. CZ. DE, 01-, OM. PZ hC, FE, ES, M GB, GD, GE GH, 
GM, HR HU, □, IL, IN, IS. .JP, KE, KG. » P, f.R, Y'Z. LC, L-.„ LR, 
LS, LT l.U, LV. rvIA, MD, M'3, M'v MN rvW, M> . MZ, NO. tJZ. CM, PH, 
PL, PT RO, PU, SD, SE SG, Si SK , SL T^. TM TN, TR. TZ, 
LA, UG US, UZ, VrJ, YU, ZA, ZM, ZW, AM, AZ, BY KG, KZ, MD. RU, 
TJ, TM 

RW GH, GM, KE, LS, MW, MZ, SU, SL. SZ, TZ UG, ZM, ZW AT BE, CH, 
CY, DE, DK, ES, Fl, FR. GB GP, IE IT, LU, MC, NL, PT, SE TR, 
BF, BJ l:F, CG, CI, CM, GA, GfJ GO GW, ML, MR, NE SN, TD TG 

PRAI DK 2001 127 A 20010125 
US 2001-3C1:j22P P 20010627 

AB Combinatorial gene exsress'or librs'ies in which individual clones contain 
arge nos 0' expression cassettes and methocs of ccnstructing such 
ibraries are cescnbed Each -nember of rhe norary con'ains a large no 
of expiessicn cassettes that are -and jml> selected from a pool of 
cassettes d.- ring tne conslructior of the library Incividja expression 
cassettes a-e 'lanKed by a comrr an pair of restriction s.tes and have the 
same promoter and terminato' fc unitorrr regulator of express on of the 
cloned insets The library of ;oncate'ners is created from a librar,' of 
ndividjal clones ^his primary liorary typical v a c DfJA lisrary, has 
the noividual cassette and its flanking restriction s tes flarnked by a 
second pair ct rest'icbon sites Tne cassettes are released from the 
ibrary and l.gated into concatemers that are ti- en cloned nto a vertor 
capable of stabilizing large inserts, ess a-tificial ch rom-3somes The 
variability witn.n the combinatorial library can be increased by ustj 
cDNA librae es from multiple sources Such libraries a'e useful in 
discovery of tdvcI or nnodified mt^tabO'ic pathways leading to the prodn of 
novel compds for f; g drjg discfvery ana to the p'OOr of known compds 
n novel quant ties or in novel compartnents o' the cells The expression 
ibraries m particular are connrosed o* host ceHs capable of coordinated 
and controllable cKsression ot la'ge nos of hetero ogous genes m the 
host cells. 

L4 ANSWER J1OF15 CAPLUS COPYRIGHT 2003 ACS 
AN 2002 10523 CAPLUS 
DN 136 65975 

Tl Term'te defensin termicin ana cDNA and the f use n p rotecton ot plants 

from phytopafhogenic fung 
IN Lamberty, Vireille Bulet, Phnippe; Ldtoese, Mane pasoa e. Hoffmann, 

Jules 
PA Rhobio F- 
SO PCT Int AppI , 34 pp 

CODEN PIX/D2 
DT Patent 
LA French 
FAN CNT 1 

PATEtJTNO ><1ND DATfc APPLICATION NO DATE 



PI WO200200C706 A2 20020^03 WO :'M1-FR2028 20010627 
WO 2002000706 A3 20020321 

W AE, AG AL, AM, AT AU, AZ, BA, BB, EG, BR BY BZ, CA CH, ON, 
CO, CR CU, CZ, DE, DC , CM, I'l EC, EE, ES, M GB, GD GE, GH, 
GM, HR, HU ID IL, IN, IS, -P, I- E, KG, "P, KR KZ, LC, Li*, LR, 
LS. LT LU LV, MA, MD, MG Mr, MN, MW. 'AX. Ml. NO, NZ, PL, PT, 
RO, RU 3D, SE, SG, SI, SK, SL, TJ TM TR ^ TZ, UA, UG, US, 
UZ, VN YU, ZA, ZW, AM AZ, B-, KG, hi. MD, RU, TJ, TM 
RW GH, GM, KE, LS, MW. MZ, SD, SL, SZ, TZ UG. ZW, AT BE CH, CY, 
DE. Dh , ES. Fl. FR. GB, GP, IE, IT, LU, MC, N.., PT, SE, TR, BF, 
BJ. CF, C G CI. CM, GA GfJ. GW. ML, MR NE. SN, TD. TG 
FR 2810993 A1 200201 04 FR 2000-6374 20000629 
FR 2810993 B1 20020823 
PRAI FR 20OO-8?74 A 20000629 

AB The invention cc ncerns an antimicrobial peptide of the family of 
defensins, m particular antifungal, called tennicin, DNA encoding said 
peptide vectors contg them for transforming a host organism and the 



method for transforming said organism The invention also concerns 
transformed organisms in particular yeast, or plant cells and plants, the 
termicin produced by the transformeo plants providing them with resistance 
to fungus-mediated diseases Thus, the cDNA for Pseudacanthotermes 
spiniger termicin was expressed in Saccharomyces cerevisiae The yeast 

•"MF"* ""alpha*" "-i*" promoter prepro- sequence and 
terminator were used to control expression and protein secretion The 
recombinant termicin exhibited antifungal activity against Cercospora 
fifensis, Botrytis cinerea, Septona nodorum S trrtici, Rhizoctonia 
Eolani. Fusarmm graminearum. and F nivale. 

L4 ANSWER 4 OF 1 5 CAPLUS COPYRIGHT 2003 ACS 
Arj 2002 533549 CAPLUS 

Tl Glutamic acid and alanine spacer is not necessary for removal of 

•**MF alpha*" ■ signal sequence fused to the human 

growth hormone produced from '"Pichia*" pastoris 
AU Eurwilaichitr, Lily, Roytrakul, Sittiruk, Suprasongsin, Chittiwat; 

Manitchotpisit, Pennapa, Panyim. Sanol 
CS Institute of Molecular Biology and Genetics, BIOTEC Training Center tor 

Genetic Engineering and Biotechnology, Mahidol University, Nakhonpathom, 

73170, Thailand 

SO World Journal of Microbiology & Biotechnology (2002), 16(6], 493-498 

CODEN: WJMBEY, ISSN 0959-3993 
PB Kluwer Academ^c Publishers 
D"" Journa 
LA English 

AB Human groMh hormone (hGH) cDNA was synthesized using codons preferred 
by 

Escherichia coli, except tor the first 20 amino acids, which were changed 
tc that preferred by Saccharomyces cerevisiae and '"Pichia*" 
pastoris Polymerase chain reaction (PCR) overlapping approach was 
employed to create synthetic hGH without glutamic acid-alanine (glu-ala), 
or with one and two glu-ala spacers (nGH. hGHI and hGH2. resp ) The 
necessity of a glu-ala spacer in the c«avage of S cerevisiae alpha 
m.ating factor-1 ( '"MF"' "'alpha*" - '"1*" ) secretion 
signal from the synthetic hGH was also investigated Three types of hGH 
constructs were integrated into P pastoris genome, the zeocm-resistant 
transfomiants were selected and expression of hGH was detd A 22-kDa band 
of secreted hGH was further detd by N-terminal peptide sequencing The 
result suggested that the removal of glu-ala from the hGHI and hGH2 was 
not efficient and only the hGH construct showed the complete cleavage of 
the signal sequence, giving a similar N-terminus as the mature hGH hGH 
expression was optimized to increase the yield of the protein from the hGH 
construct (no glu-ala) to 190 mg/1 from a 10-mL induction medium 

RE CNT 16 THERE ARE 16 CITED REFERENCES AVAILABLE FOR THIS 

RECORD 

ALL CITATIONS AVAILABLE IN THE RE FORMAT 

L4 ANSWER 5 OF 15 CAPLUS COPVRIGHT 2003 ACS 
AfJ 2002 633226 CAPLUS 
DN 137 336761 

T Strain and process development for the producton of human cytokines in 

Hansenula polymorpha 
AU Degelmann, Adelheid; Muller, Frank Sieber, Heite, Jenzelewski, Volker; 

Suckow, Manfred, Strasser, Alexander W M . Cell ssen, Gerd 
CS Rhein Biotech GmbH, Dusseldorf, 40595, Germany 
SO FEMS Yeast Research (2002). 2(3 i, 349-361 

CODEN: FYREAG, ISSN: 1567-1356 
PB Elsevier Science B V 

Journa' 
LA English 

AB The early status of strain development for the prodn of interleukin 
(IL)-6, IL-8, IL-10, and interferon (|FN) gamma is described The 
general approach to generabng such strains was to amplify gene sequences 
encoding the mature forms of the various cytokines by PCR from com 
available cDNA sources The des gn of the amplificates allowed an 
in-frame fusion to an '"MF*" "*alpha"* "'i"* leader 
segment contained in two basic expression vectors, pFPMT121- "*MF*" 
•"alpha"* '"i"* and pTPSMT- *"MF alpha*" 
■"1"* The two vectors differ in that one harbors the 
methanol-inducible FMD promoter and the other the constitutve TPS1 
piomoter as control elements for heterologous gene expression The most 
advanced process development example is that of IFN alpha -2a Here, the 
MOX promoter derived from another -tey gene of methanol metab is used for 
exfiression control The successful cevelopment of a prodn process for 
Hansenula polymorpha-derived IFN alpha -2a is summarized This Vtss 
achieved by combining genetc engineering of suitable prodn strains with 
improveo processing capabilities for the secreted cytokine, and by punfn 
procedures from cultures grcjwn m yeast ext -peptone-glycerol-based media 

RE CNT 64 THERE ARE 64 CITED REFERENCES AVAILABLE FOR THIS 

RECORD 
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L4 ANSWER 6 OF 15 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
INC DUPLICATE 
1 

ArJ 2002 634406 BIOSIS 
DfJ PREV200200634408 

Tl Production of IFNalpha-2a in Hansenula polymorpha 

AU Mueller, Frank. Tieke, Anni, Waschk. Dorothea. Muehle Christine, Mueller 
Frank Seigelchifer, Mauncio, Pesce Analia, Jenzelewski, Volker 
Gellissen, Gerd (1) 

CS (1) Rhein Biotech GmbH Eichsfelder Str 1 1 , 40595, Duesseldorf 



g gelltsseng'rheinbiotech de Germany 
SO ProcfSS Biochemistry [September 2002) Voi 38, No 1 pp 15-25 

http //www e sevier com/locate/pfocbio print 

ISSN 1359-5113 
DT Article 
LA English 

AB A DfJA-sequence coding for IFNalpha-2a was expressed in the 

•"methyiot'ophic*** "'yeast'" Hansenula pol/morpha from a strong 
mduciDie promoter element derived from the MOX gene, a key gene of the 
methanol r^etabolism pathway For secretion the coding sequence was fused 
to the f E> 2 recognition site of the S cerevisiae-denved ***MFalphar" 
prepro-iea-ier To a large ortent the secreted molecules were found to be 
incorrectly p-ocessed from the precursor molecule exhibiting CJ-terminal 
extensions of the mature protein Correct processing was achieved when 
co-expiessing a S cerevisiae-denved KE>.2 gene from its nabve pfomoter 
Undesirable proteolytic cleavage at additional dibasic sites of *ie 
protein sequence could be minimsed when optirrising fermentatnjn 
condit ons A pH/p02-controlled C-source feeding mode was app led to 
fermen'atiors on a 1 5-101 scale In cultures of a transforman: strain 
harbouring 30 copies of the IFN expression ca&sette a productivity of 350 
mg/1 cojid be obta ned Various capture procedures were found to be 
impaired when usirg a standard synthetic medium for culturing Binding to 
ion excnarige and hydrophobic irteraction matrices was regained when using 
a modif ed YPG-based culture medium 

L4 ANSWER 7 OF 15 CAPLUS COPYRIGHT 2003 ACS 
AN 2000 1 33856 CAPLUS 
DN 132 179658 

T Mass secretion/e>pression system for unglycosylated human WH family 

proteins m metnylotfopic yeast 
IN Murasugi Aki'a, Asami, Yukio, Kido, Isao. Kumai. Hideshi 
PA Meij VlilK Products Co , Ltd . Japan 
SO PCT int App , 5*? pp 

CODErj PI>J<D2 
DT Patent 
LA Japanese 
FAN CNT 1 

PATEr^TNC KIND DATE APP^ICATI DN NO DATE 



PI WO 2000009713 A1 20000224 WD 1999-JP4332 19990810 
W AL CA, CM JP, KR, US 

RW AT BE Ch, CY. de DK, ES, FI, FR, GB, GR, IE, IT, LU, MC, NL, 
F'" , SE 

CA 2339350 AA 20000224 CA 1999-2339350 1999081 D 
AU 99506M Ai 20000306 AU 1999-50^74 19990610 
EPM066y7 A1 20010613 EP 199S-9351 23 1999081C 

R AT, HF, CH, DE, DK. ES FR. GB, GR, IT, LI. LU, NL, SE, MC. PT 
IE SI LT, LV FI, RC 

PR AIJP 1 ■39^-23662- A 19960810 
JP 1999 84583 A 19990326 
WO 1999-JP4:332 W '9990810 

AB Large-scale secretion/expression system for unglycosylated human MK family 
proteins in metnylctropic yeast "*Pichia*** pastons is described 
The opressior vector consists of a mature hur^an MK family protein coding 
region cD'JA attached to Saccharomyces cerevisiae ***alpha*** 
"**1 facto-*" signal sequence under the control of a 
***Picnia*** pastons methanol-inducible ale oxidase gene (A0X1) 
promoter, a transcription termination sequence, and an origin af 
replication Unglycosylated human MK prote n and PTN protein were mass 
produced m ""Pichia*** pastors GS115 aid SMD1 18 strains, and the 
expressed proteins demonstrated their biol activity for facilitating 
growth of mouse embryo fibroblast NIH3T3 

RE CNT 4 THERE ARE 4 CITED REFERENCES AVAILABLE FCR THIS 

RECORD 
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L4 ANS'WER 6 C'F 1 5 CAPLUS COPYRIGHT 20C3 ACS 
AN 2000 45/379 CAPLUS 
DN 133:84755 

Tl Recombinant growth factors with the biological actvity of G-CSF 

(Granulocyte Colony Stimulatirg Factor) 
IN Fischer, ^oharnes, WerreL Peter, Gellissen, Gerd, Weydemann. Ulrike. 

JenzeewsKJ, V:5Ker Piontek, Michael, Strasser, Alexander W 
PA Rhe^n B 3tech Gesellscl^aft fuer Neue Biotechnologische Prozesse und 

P'oou^ie, Sermanv 
SO Ger 'Jfen , 22 po 

coDEri :.wx<B> 

DT Pateit 
LA German 
FAN CNT 1 

PATEtUKO MND DATE APPLICATI DN NO DA'E 



PI DE1966C801 AI 2C000706 DE 1998 19660801 19981230 
wo 2000C 40727 A2 200CC7*3 WO 1999 EP1 0466 19991229 
WO 20COC 40727 A3 20001026 

W AL, AU, BA. BB BG BR. CA. CN. CU CZ EE GE NR. HU, ID, IL, 
irj IS JP, KP. KR, LC, L^;, LR. LT LV, MG, MK. MN, M>.. ND, NZ. 
PL, RO. SG. SI. SK TR, TT. UA, US. UZ VN. YU. 2A. AM. AZ. BY 
KG. MD, RU. TJ.TM 
RW GH, GM KE, LS MW, SD SL, SZ, TZ UG ZW. AT. BE, CH. CY DE. 
DK ES. FI. FR. GB. GR. IE. IT LU MC. NL. PT. SE. BF BJ. CF 
CG. CI, CM. GA. GN. GW, ML MR NE, SN. TD, TG 
PR AI DE 1998 -19860801 A 19981230 



AB The invention provides growth factors with granul scyte colony-stimulating 
activity as well as nucleic acid mols which comprise sequences coding for 
such grjwth factors Moreover the invention concerns a procedure for 
manufg the growth factors of the invention pharmaceutical compns 
comprising proteins or nucleic acids according to indention and their 
therapejtic use The growth factors possess cvtok ne activities of 
differing expression and are able to stimulate matu'aton o* blood cells 
Is intended in particular to use the mols of the invention for treating 
diseases and injuries which are assocd with a 'ack of blood cells e q 
cancer leukemia, severe burns, opportunistic infec'ions, and bone marrow 
transplants 

RE CNT 3 THERE ARE 3 C TED REFERENCE S A^/AILABLE FOR THIS 
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L4 ANSWER 9 OF 15 CAPLUS COPYRIGHT 2003 ACS 
Arj 1999 -373020 CAPLUS 
DfJ 131 308932 

Tl Helicm'Cin, chimeric heliomicin-encoding genes, and transgenic plants 
resistant to f jngi 

IN Lamoely Mireille Bulet, Pnilippe, Brookhart, i^ar, Lee, Hofmann, Jules 
PA Rhon«?-Pojlenc Agro, Fr 
SO PCT int Aopl , 68 pp 

CCDEN PI>.<D2 
DT Paten' 
LA F'encn 
FAN CfJT ' 

PArEN'fJG KIND DATE APPLICAriQfj NO DATE 



PI WC 995305:3 AI 19991021 WO -'999-FR843 19990412 

\.V AL, AM, AT, AU AZ, BA, BB, BG, BR, B C A, CH, CN, CU CZ, DE, 
Dh EE ES, FI GB, GE, GH, GM, HR, HU ID IL, IN IS, JP, KE, 
KG, KP KR, t-Z, LC, LK, LR, LS, LT, LU, LV MD, MG, MK, MN, MA/. 
M>., NO NZ. PL. PT, RO, RU. SD. SE SG. S: SK. S.. TJ. TM TR, 
TT LA LG. US. LZ, VN, YU ZA ZW, AM, A.', BV, KG, KZ, MD RU, 
TJ TM 

RW 3H. jM KE, LS MW, SD, SL SZ, UG, ZW, AT, BE, CH, CV, DE, DK, 
ES, FI -R, GB, GR IE IT LU, MC NL PT SE, RF, 3J, CF, C2. 
a CM GA, GN, GW, ML, MR, NE, SN TO. TG 
FR 277 '■'568 AI 19991022 FR 1 998-4-533 "9980415 
FRr7775'58 31 20021031 

CA 2325658 AA 19991021 CA 1 999-2325658 1999041 2 
Aun931525 AI 19991101 AU 1999-315:5 19990412 
BR 9909745 A 2CO01226 BR 1999-9745 19990412 
EP-07-7'37 AI 20010131 EP 1999 913364 19990412 

R A', 3b CH DE, DK, ES. FR. GB. GR. T Li, LU NL, SE, MC PT, 
IE Si. LT. LV. FI. RO 
JP20015n:60 T2 20020416 JP 2C00-543o01 19990412 
NC2ODOC0M73 A 20001215 NO2000 51 /3 2C001013 

PRAI FR 1998-4933 A 19980415 
W0 1999-FR343 W 19990412 

AB The irv'ent an concerns helion-icin, a DNA sequence cod ng tor henomicin, a 
vecto' cortg it for transforming a host organism and the transformaton 
method "he invention concerns heliomicin as mecicme, in particular for 
treating fungal infections More particularly it concerns the 
transformatmn of plant cells and plants, the heliomicin procuced by the 
transformed plants ensuring their resistance to diseases, in particular 
diseases of *ungal origin Thus, heliomicin was pieod witf recombinant 
Saccharomyces cerevisiae and ts activity against fjng and yeast 
demonstrated Transgenic tobacco producing helinmicin were prepd The 
heliomunn w^s not affected by the plant proteases and retained its 
antifungal activity for Bo'rytis cinerea Mice injecte-j iv wuh lOmg 
heliomirin.'Vg displayed no evidence of toxicity 
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L4 ANSWER OOF 15 CAPLUS COPYRIGHT I'OO:.* ACS 
Afi 1998 479625 CAPLUS 
DtJ 129 1080^5 

Tl Recombinant preparation of N-terminally eiKtende-: hetera ogous prc.teins m 

yeast w th impioved yield 
l^i Kje'dsen. Tnomas Ekirglum Havelund Svend, Pe**erssor, Annette Frost, 

Balschnict. Per 
PA Novo NordiSl' A/S. Den 
SO PCT Int At pi . 30 pp 

CODEN PI>XD2 
DT Patent 
LA Enjish 
FAN CNT 4 

PATENT ^JC KIND DA'E APPLICATIC-rj NO DATE 



PI WO 9828429 AI 199B07Ci2 WO 1997-D" 581 19971218 

W AL, AM AT. AU, AZ, BA, BB, BG BR, BV. CA, CH, DN, CU, CZ, DE, 
Dh , EE, ES, FI, GB, GE, GH, GM, GW HU, ID, IL IS, JP, KE KG. 
KP, H R, KZ, LC, LH , LR LS LT LU LV MD. MG, MK, MN, Wl MX, 
NO rJZ. PL, PT, RO RU, SD SE, SG SI SK. SL TJ, TM TR, TT 
UA, UG, US, UZ, VN YU, ZW, AM, AZ BY, KG, KZ MD RU. TJ, TM 
RW GH, GM, KE, LS MW, SD SZ, UG, AV AT, BE, CH, DE, DK, ES, FI, 
FR, GB. GR. IE. IT LU. MC. NL. PT. SE. BF, 3J CF, CG. CI, CM, 
GA. GN. ML. MR. NE. SN. TD. TG 
AU 9878737 AI 199B0717 AU 1998-78737 19971218 
EP 9467 35 AI 19991006 EP 1997-948751 19971218 



R AT BE, CH, DE. DK. ES, FR GB GR )T U LU Ni SE PT /E 
SI. LT. LV, Fl RO 
JP 2001507574 T2 ^0010612 JP 1 998-528258 19971218 
PRAtDK 1996-1482 A 19961220 
W0 1997.DK561 W 19971218 
AB Disclosed ,s a method for the recombinant prepr in yeast of heterologous 
proteins having inserted N.temn,nal e)rtens,on EEGEPK to improve its ferr^n 
/leld and pro-ect against dipeptidyl aminopepodase processing The 
iff'^'^J';^^^ expression from a plasmid of a DNA sequence encoding 

feast D^Jnni^r'lT'' '^r"'"" ^'P''" '^'"^^^ ^'^^'^^ '^^'^^Sen c 
/east Demonstrated was the expression of N-term,nally extended msulin 

'''"'"^v^n! ""'^ " Saccha-ortiyces cerevisiae st.an MT663 by using 

yeast ^ AP3 (,east aspartic protease 3) signal pep'ide and synthetic LAI 9 
leader pepttJe 

record"'^ ^^^^^ '^^^ ^ "^'^^^ REFERENCES AVAILABLE FOR THIS 
ALL C T ATIONS AVAILABLE IN THE RE FORMAT 

lA ANSWER r OF 15 CAPLUS COPYRIGHT 2003 ACS 
AN 1998 65&2B CAPLUS 
DN 126 139818 

Tl Manufacture of pre insulin ard wsulm and their analogs using a 

proteinase de^icien- yeast expression host 
IN Egel-Mitar., Michi, Brandt Jakob Vad Knud 

In Ege[-M,tani Mchi Brandt, Jakob: Vad Kn.d 

bO PCT int Apcl 3^ pp 

CODEN Ph>D2 
DT Patent 
LA English 
FAN.CrJT 1 

PATENT NO KIND DATE APPLICATION NO DATE 

PI WC 980l4r:^ A1 1^980115 WoV997.DK297 19970704 

DK. EE tS, FI GB, GE, GH, HU, IL. IS, JP, KE KG KP KR KZ 
LC, LK :_R, LS, LT, LU, .V, MD, MG, MK, MN MW, MX, NQ NZ PL 
PT. R RU, S3, SE, SG, SI, SK SL, TJ. TM, TR, TT, UA UG US 
BV^^^^" r^. f T ^' R J TJ, TM 

V^,?' ^-^^ BE, CH, CE, DK ES Fl FR 

^B, GR IE, IT, LU, MC, NL, PT, SE, BF, BJ, CF CG CI CM GA ' 
GN, Ml MR,NE,SN, ID, TG ^. ^i, ^M. UA, 

DD^^r^^^r^^ 19980202 AU 1997-32553 19970704 

PRAJ DK 1996-:48 ^9960705 ^-''u/u^ 

WO 1997.D.-.:97 19970704 
AB Yeast expression hosts 'acking the YAP3 proteinase are used to manuf 
insulin, proinsuin, their analogs .3r related proteins (eg IGF-1) The 
prefer-ed host .s Saccha^c^yces cerev,s<ae. but other yeasts e g 
riPf.ril^'n/r*. ^ "^^i' ^1^° t^e Suitable The host may also be 
defic^nt in ctner proteinases, e g BAR1,STE13 S cerevisiae with the 
YAP3 gene .nselionally inactivated with a URA3 deletion allele was 
constructed std methods Manuf of a p,o,nsul,ri ar,a(oq ,n such a host 
increased yieds by 167-371% over control cells depending upon the 
precursor :ois-ruct used 

(Nc Su^CAVt^'''^' COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
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AN 1996 75259 3 0SIS 
DN PREV1 996^8647394 

Tt High ievel se:ref,on of hirudin by Hansenula polymorpha-authentic 
processing ot rrree different preprohirudins 

'"XelZ ^ ^ ^ ^ - ■ Schweden, 

SO fl'?;7^B'"='^^';^'^'^H&^f^sfeIderStr 1 1 , D.40595 Duesseldorf Gerrrany 

377 3^15 ^""^ Biotechnology, (1995) Vol 44, No 3-4, pp 

ISSN 0175.7t,f3 
DT Article 
LA English 

AB A DNA sequence coding for a Subtype of the hirudin variant HVI was 
expressed in the "*methylotroph(c yeasr" Hansenula 
po ymorpha f-om a strongjy inducbJe promoter element derved frorr. a gene 

f JJL .n ti.';?.'". P"*^^^ '^^ =«:"^g sequence was 

fused to ttie KE>,2 recognition site of three different prepro segments 
engineered fror^ the -MF- - -alpha- . -I- gene of 
Saccharomyces cereusiae, the glucoamylase (GAM") gew of 
Schwanniomyces 

sJorfcraTr."' " C.stace.n hyperglycerr^c horTT,one from the 

Shore uab Carcinus maenas In all three cases, correct processing of the 

Observed In fermentations on a 10-1 scale of a trans'ormant strain 

harbouring a "'MF ainhn"* •-nt. <l, ^ j> = r 

uioiHt;nth» . ' T /^iTudin-gene fusion 

yields in the range of grams per litre could be obtained The majonty of 
the secreted product was identified as the full-length 65-amiro-acid 
h,rudm Only smalr amounts of a truncated 63-amino- acd p-oduct 
ieteS' ' ^ ^^^^-^'^--^---'^ «^P^«sion systems, could be 

Taft^-^P^-^^^ ^^""^^^ COPYRIGHT 2003 ACS 
AN 1995 87198 CAPLUS 
DN 122 2781 

" from yllT''^ °' ''"^^^'^ ' ^' ^^^..olo.o.s proteins 



IN Achstetter, Tilman 
PA 'ransgene S A Fr 
SO ^uf Pat AppI , 36 pp 

co[;en EP<XD^J 

DT Patent 
LA frenci 
FAN CNT } 

PATENT NO Kn-iO DATE 



APPLICATION NO DATE 



EP 1 994-400062 1 99401 1 1 



Pi EP 60^080 A1 1994C720 
EP 607080 B1 20010620 

Ffi2'0033a A] 19C.J07-3 FR I&g3-171 1993011 1 
FR 00338 81 1<*&503 3l 

AT 2:2:381 E 2001J71^ AT 1994-400362 19940111 
..t'-^n^^ 2001D9C1 ES 1994-400062 19940111 

WO -501 431 A1 19^.50112 WO 1^4.f-R7S0 '9940628 
W AL , CA JP, JS 

=*W AT, BE, CH DE, DK, ES, FR, GB. GR, IE, IT .u VC NL PT SE 
AU 1.471282 A1 1E.S50124 AU 1994-71282 19940628 ' 
AU 6^6454 B2 '9980&10 

l^-Sttf-, 199f.0417 EP 1994-920523 19940628 

EP,Ci65ei7 B1 ; 00- 0606 

JPCy50026? T2 199701-4 JP 1994-503310 1»?4062S 

,,c::'™l 20010615 ES 19-54-92052 3 19940628 

utt'l'-t^l ^ '^^"^^^'-^ US 1995-578674 19951228 

NQ-iir^.., ^010fl:i US 2000-496346 20000204 
PRa'Vri£3-^-7? fSlf '^'^'^^^ 

FR1i}g3-790- A 199?0G29 

EP 1 ^94-400062 ^ 19940111 

FR1CJ34.202 A 19940111 

WO 1 994- FR 760 W 11940628 

US 193f-5 786.'4 A3 19951228 

US 2ijOC-49e346 A3 20000204 
OS- MARPAT 122 2781 

A3 A Sf^Lsrce e->cocmg tie precursor peptide of defensin A of Phobia 
terrae ncvae -s used in e<pression cassettes to d-rect secretion of 
heteroiogcus proteirs f'om yeasts, esp Saccharcr^iyces cerevisiae A 
const'ucf Thar encoded (PJ r^ C) the sequence Ser-Leu-Asp-Lys Arq (C 

A '7' >■ the defensin' ' 

A pro sequernce and the LvS-47 analog of hirudin HV2 was prepd and placed 

unde- control Of the -MF- -"alpha 1- promoter 

b ce'evisiae transformed with tms gene gave a titer of HV2 of 25 6 

anti t^ror^botT units.'A600r-m u^,ng an expression vector ci'ryina a 

unctona, KE.2gene, and 8 6 ^nti-thrombotic units/A,600nm without ^e 

in ^!'Lf^t?^^^^^^' ^^P^-^S COPYRIGHT 2003 ACS 
AN 199:3 96649 CAPLUS 
DN r8r'6649 

]L n^T r' °* ^^"^"^^ ^rum albumin v^th methylotrophic yeasts 

IN Davis Geneva Ruth, Provow, .^ally Ann j y y ^ 

PA Sa k nsfitjte Biote<:hnolo.9y/lr.dustrial Assoc Inc USA 
SO PC T nt Apol , 74 Dp 

CO[:.F'J P|,<>32 
DT Pa-eM 
LA Enj'sh 
FAN CNT 1 

PATEfJFNO KIND DA-E APPLICATION t.O CATE 



A1 1&920fl:o WO 1992-US1015 19920204 



P) W0 92139:}! 
W jP 

PRAl US 1991.650C40 19910204 

AB Human serjm albumin (HSA) ,s manufd m a -methylotrophic'" 
^. XI ' "*^"'^'^"* Pa*tor,s) by expression o^he gene from a 

In.k'.rf"*' '"^ ^ SaccharoP.yces or human secretory 

Signals to er sure efficient secre^on The promoter of rhe P pastons 
a c oxiaase gene (AOXi) gene and the signal sequence from the S 
cereMS.ae alp>ia -mat,ng factor gene or the hjmar .^e^um a bumin gene 
Signal sequence are used and the expression construct is integrated into 

Zl^.\ nn 3""'' -^39^ °Pt'^-«d for 

express on m P.chia*" was constructed by std methods an.j placed 
.nder conrrcl cf the A0>1 promcter ^th the numan of yeasf sJal 

r!™,;'^ rl'^"'"* '""'"'^ °* expression 

cassette TCe vector contains a sequence that directs integration into 

liH r , ^^9'^^ Tiaximized biomass 

y^ld t>y grovvfr, or glycerol as C source followed by induction v^^th MeOH 
efficienUv yielded cross-reactng materal of t^e correct mol wt 

lNc£upi^>TE C^P^f^'GHT 2003 BIOLOGICAL ABSTRACTS 

3 

AN 1992 302938 BOStS 
ON BA94 '6088 

Mr. HVLO ROPHC ^EAST'" HANSENULA-POLYMORPHA 
SHCHEDr'nTm' ^' """'^^^^^^ ' ^ "'KHAILOVER V M GRACHEVA V D. 

BEBUROV M YU EUDAROV M A SKRYABlN K G 
OS ENG CENT •BlOENG ACAO SCI RUSS MOSCOW RUSS 
SO DOKL AKAD NAUK SSSR (1991) 321 (2) 390-394 



CODEN DANKAS ISSN 0002-3264 
FS BA, OLD 
LA Russian 

AB Regularities in the biosynthesis and secretion of human grcjwth hormone 
[hGH] were studied m a recombinant H polymofpha strain carrying hGH gene 
controlled by the promoter and terminator zones of methanol oxidase gene 
and signal sequence of the '"MF*" "'alpha**' •••■)••• gene 
of Saccharomyces cerevisiae sex pheromone Data were presented on the 
EL-SA determination of hGH concentratons in media and in cells It was 
shown that tfe presence of a single copy of integrated recombinant plasmid 
pHP alpha H is sufficient for maintaining a higher level of expression and 
efficient secretion of hGH 
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L4 ANSWER 1 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
INC 

AN 1999 527694 BIOSIS 
DN PR EV1 99900527694 

T; Novel secretion system of recombinant Saccharomyces cerevisiae using an N- 

•"terminus"* residue ot human IL-1 beta as secretion enhancer 
AU Lee, Jeewon, Choi, Seorg-ll, Jang, Jun Sung Jang, Kiryong, Moon, Jae 

Woong, Bae, Cheon Soon. Yang, Doo Suk; Seong, Baik Lin (1) 
CS (1} Department of Biotechnology, College of Engineerng and Bioproducts 

Research Center, Yonsei university Seoul, 120-749 South Korea 
SO Biotechnology Progress ( '"Sept Oct , 1999"* ) Vol 15, No 5 pp 

884-890 

ISSN 8756-7938 
DT Article 
LA English 
SL English 

AB An N- *"terminus*** sequence of human interleukin 1 beta (hlL-1 beta) 
was used as a fusion expression partner for the production of two 
recombinant therapeutic proteins, human granuiocyte-colony stimulating 
factor (hG-CSF) and human growth hormone (hGH). using Saccharomyces 
cerevisiae as a host The etpression cassette compnsed the leader 
sequence of killer toxin of h luyveromyces lactis, the N- "'terminus**' 
24 ammo acids (Ser5-Ala28) of mature hIL-lbeta the KEX2 dibasic 
endopeptidase cleavage site, and the target protein (hG-CSF or hGH) The 
gene expression was controlled by the inducible UASgal/ *"MF*** - 

"'alphal "* promoter With the exp-ession vector above, both 
recombinant proteins were well secreted into culture medium with high 
secreton efficiencies, and especially, the recombinant hGH was 
accumulated up to around 1 3 g^L in the culture broth This is due 
presumably to the significant role of fused hlL-1 beta as secreton 
enhancer in the yeast secretory pathway In our recent report, various 
immunoblottjng analyses have shown that the presence of a core 
N-glycosylation resident in the hIL-lbeta fragment is likely to be of 
crucial importance in the high-level secretion of hG-CSF from the 
recombinant S cerevisiae When the N-glycosylation was complertely blocked 
with the addition of tunicamycin to the culture the secretion of hG-CSF 
and hGH was decreased to a negligible level although the other 
host-denved proteins were well secreted to the culture broth regardless 



of the presence of tunicamycm The N- '"terminar" sequencing of the 
puntied hG-CSF verified that the hlL-1 beta fusion peptide was correctly 
removed by in vivo KEX2 protease upon the exit of fusion protein from 
Golgi complex From the results presented in this article it is strongly 
suggested that the N- "'terminus*** fusion of the hlL-1 beta peptide 
could be utilized as a potent secretion enhancer in the expression systems 
designed for the secretory production of other heterologous proteins from 
S cerevisiae 

L4 ANSWER 2 OF 78 BIOSIS COPYRIGHT 20C3 BIOLOGICAL ABSTRACTS 

inc 

AN 1997 454294 B OSIS 
ON PRE VI 99799753497 

Tl Isolation and cha-acterization of kar2-404 mutation m Saccharomyces 
cerevisiae 

AU Kawamura-Watabe, Akiko, Tokunaga f^asao(l) 
CS (1) Mitsubishi Kasei Inst Life Sci 11 Minamiooya, Machida-shi, Tokyo 
194 Japan 

£ 0 Bioscience Biotechnology and Biochemistry, (1997) Vol 61 No 7 pp 

1172-1178 

ISSN 0916-8451 
[T Article 
LA English 

AB We have devised a direct screening method to isolate mutations in the KAR2 
gene, and have isolated a BiP/y';AR2 mutant. kar2-404, from Saccharomyces 
cerevisiae as a small halo-fommg mutant of secreted mouse alpha-amylase 
The mutation site was identifiea as a point mutaton at t1337 to c1337 
resulting in the lle404Thr mutation of mature K,ar2404p. located at the 
most NH-2- ■■"terminar" first beta-sheet structure (be*a-1) of the 
putative peptide-b nding domain This isoleucme is highly conserved in 
the Hsp70 family By pulse-chase experiments, no obvious difference was 
detected m the intracellular secretion rate of **"MF*** - "*alpha*** 
■ ***i*" -prepro-signal-mouse alpha-amylase between the wtid type and 
the kar2-404 mutant However, only about half tne amount of secreted 
heterologous protein, mouse alpha amylase, was detected in the mutant 
culture medium compared with wild type A sn^aller amount of homologous 
protein, alpha-factor, was also detected and decreased faster in the 
mutant culture medium than in wild type Kar24Q4p was expressed about 
3-fold more than vi^ld type y^r2D, probably to cover its defective 
functions, and the turnover rates of Kar2p and H.ar2-404p were about the 
same in vivo The purified t< ar2-404p was slighty more sensitive to 
chymotryptic digestion than Kar2p in vitro 

L4 ANSWER 3 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
ItJC 

AfJ 1997 365427 BIOSIS 
CM PREV1 99799657360 

Tl Over-expression of the Saccharomyces cerevisiae exo-beta-1 3-glucanase 
gene together with the Bacillus subtilis endo-beta-1 ,3-1 ,4-glucanase gene 
and the Butynvibno fibnsolvens endo-beta-1 ,4-glucanase gene in yeast 

AU Van Rensburg, F'lerre; Van Zyl, Willem H , Pretorius, Isak S (1) 

CS (1) Inst Wine Biotechnol , Dep Microbiol , Univ Stellenbosch, 
Stellenbosch 7600 South Africa 

SO Journal of Biotechnology, (1997) Vol 55, No 1,pp 43-53 
ISSN: 0166-1656 

CT Article 

LA English 

AB The EXG1 gene encoding the main Saccharomyces cerevisiae 
exo-beta-1 ,3-gtucanase was cloned and over-expressed in yeast The 
Bacillus subtil s endo-1 ,3-1 ,4-beta-glucanase gene (begl) and the 
Butynvibno fibnsolvens endo-beta-1 ,4-glucanase gene [endl) were fused 
to the secretion signal sequence of the yeast mating pheromone 
alpha-factor ( ***MF*** - ""alpha*** - -S) and inserted 

between the yeast alcohol dehydrogenase II gene promcter (ADH2p) and 
***tenninator*" (ADh2-T) Construc's ADH2-PMF-alpha-1-S-beg1 ■ADH2-T 

and 

ADH2p- ***MF*** - ***alpha**' - "*1"' -S-endl -ADH2-T, designated 
BEG1 and END1, respecfively, were expressed separately and jointly with 
EXG1 in S cerevisiae The construction of furl ura3 S cerevisiae strains 
allowed for the autoselection of these multicopy URA3-based plasmids in 
rich medium Enzyme assays confirmed that co-expression of EXG1 , BEG1 and 
END1 enhanced glucan degradation by S cerevisiae 

L4 ANSWER 4 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 

ihjc. 

AN 1997 226684 BIOSIS 
CN PREV1 9979951 8400 

Tl Cloning of the Bacillus pumilus beta-xylosidase gene (xynB) and its 

expression in Saccharomyces cerevisiae 
AU La Grange, D C , Preforms. I S , Van Zyl W H (1) 
CS (1) Dep Microbiol , Univ Stellenbosch Victoria St , Stellenbosch 7600 

South Afnca 

SO Applied Microbiology and Biotechnology, (1997) Vol 47, No 3, pp 
262-266 

ISSN 0^75-7598 
DT Article 
LA English 

AB A gervomic DNA library of the bacterium Bacillus pumilus PLS was 

constructed and the beta-xylosidase gene (xynB) was amplified from a 3-kb 
genomic DNA fragment with the aid of the polymerase chain reaction 
technique The amplified xynB gene was inserted between the yeast alcohol 
dehydrogenase II gene promoter (ADH2-P) and ***terminator*" (ADH2-T) 



sequences on a multicopy episomal plasmid [pDLG1 1 ) The xynB gene was 
also 

fused in-frame to the secretion signal sequence of the yeast mating 
pheromone alpha-factor [ '"MF"' ■ "'alpha*** - ••■i*** -S) before 
inserton between the ADH2-P and ADH2-T sequences on a similar multicopy 
episomal plasmid (pDLG12) The resulting construct ADH2-P- '"MF*** - 

'"alpha"* - '"I"' .SxynB-ADH2-T was designated XL01 Both plasmids 
pDLG1 1 and pDLGI 2 were introduced into Saccharomyces cerevisiae but only 
the expression of the XL01 gene yielded biologically functional 
beta-xylosidase The total beta-xylosidase activity remained 
cell-associated with a maximum activity of 0 09 nkat/ml obtained when the 
recombinant S cerevisiae strain was grown for 143 h in synthetic medium 
The temperature and pH optima of the recombinant Xlol enzyme were 45-50 
degree C and pH 6 6 respective y The enzyme was thermostable at 45 degree 
C however, at 60 degree C most of the Xlol was inactive after 5 mm 

L4 ANSWER 5 OF 78 BIOSIS COP/RIGHT 2003 BIOLOGICAL ABSTRACTS 
INC 

AtJ 1996 4B4724 BIOSIS 
CrJ PREV1 996991 99980 

Tl Co-expression of a Phanerochaete chrysosporium cellobiohydrolase gene and 
a Butynvibno fibnsolvens endo-beta-1 .4-glucanase gene n Saccharomyces 
cerevisiae 

AU Van Rensburg, Pierre, Van Zyl, Willem H , Pretorius Isak S (1] 
CS (1) Dep Microbiol , Inst Wine Biotechnol , Univ Stellenbosch, 

Stellenbosch 7600 South Africa 
SO Current Genetics, (1996) Vol 30, No 3, pp 246-250 

ISSN 0172-8063 
D"' Article 
LA English 

AB A cDNA fragment encoding the Phanerochaete chrysosporium 
cellobiohydrolase 

(cbhl-4) was amplified and cloned with the aid of the polymerase chain 
reaction (PCR) technique The cbh1-4 gene and the Butyrivibrio 
fibnsolvens endo-beta-1 ,4-g(ucanaBe [endl) gene were successfully 
expressed in Saccharomyces cerevisiae under the control of the 
phosphoglycerate kmase-l (PGK1) and alcohol dehydrogenase-N (ADH2) gene 
promoters and "'terminators*" , respectively The native P 
chrysosporium signal sequence mediated secretion of cellobiohydrolase in 
S cerevisiae, whereas secretion of the endo-beta 1 ,4-glucanase was 
directed by the signal sequence of the yeast mating pheromone alpha-factor 
( **'MF*" - '"alpha*** - ***i"* -s) These constructs, designated 
CBH1 and END1 . respectvely, were expressed separately and jointly in S 
cerev siae The construction of furl ura3 S cerevisiae strains allcwed 
for the autoselection of these multicopy URA3-based plasmids in rich 
medium Enzyme assays confinmed that co-expression of CBH1 and END1 
synergistically enhanced cellulose degradation by S cerevisiae 

L4 ANSWER 6 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
INC. 

AfJ 1996 121990 BIOSIS 
DfJ PREV1 996966941 25 

T; Recombinant outer-surface protein A (des-Cys-l -OspA) from the Lyme disease 
spirochete Borrelia burgdorfen Hign production levels in Saccharomyces 
cerevisiae yeast cultures 
AU Mendoza-Vega. O (1): Keppi, E , Bouchon. B Nguyen, M , Achstetter, T 
CS (1) Trensgene S A , 11 rue Molsheim 67062 Strasbourg Cedex France 
SO Applied Microbiology and Biotechnology, (1996) Vol 44, No 5, pp 
624-628 

ISSN 0175-7598 
DT Article 
LA Engish 

AB The recombinant outer-surface protein A with an N- ***terminally"* 

truncated form (des-Cys-1-OspA) from the Lyme disease spirochete Borrelia 
burgdorferi was expressed in Saccharomyces cerevisiae at high production 
levels Since the recombinant vaccine candidate expressed in Escherichia 
coll exhibits low production yields and the purificaton of lipoproteins 
appears to be difficult, we have investigated the secretion of a soluble 
recombinant OspA In the yeast S cerevisiae In this way, a Leu+ 
derivative of S cerevisiae C13ABYS86 was used as the host strain 
transformed with an expression plasmid containing the gene encoding 
des-Cys-1 -OspA and driven by the ***MF**' - ***alpha*** - *"i*" 
promoter The fed-batch culture results revealed that an efficient 
secretion of des-Cys-1 -OspA is obtained with a high production level of 
about 2 1 g 1-1 at a cell density of 101 g 1-1 cell dry weight The 
accumulation of recombinant protein in the supernatant exceeds 6% of the 
total yeast proteins when estimated by sodium dodecyl 
sulphate/polyacrylamide gel electrophoresis Moreover, des-Cys-1 -OspA 
showed lower solubilibes at high ce I densites and, as a consequence, a 
fraction of the recombinant protein precipitated An internal cleavage of 
the "*MF*** - "'alpha'" - '"i*" pro des-Cys-1 -OspA precursor 
was also detected However, in this case the cleavage occurred at a 
frequency such that the large amounts of the secreted des-Cys-1 -OspA could 
be employed for the evaluation of an immunogenic effect on animal 
immunization These studies will extend the kncwledge of the usefulness of 
OspA as a vaccine for Lyme borrelifisis 

L4 ANSWER 7 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
INC 

AN 1996 106477 BIOSIS 
DM PR EV 19969867861 2 

Tl Highly efficient secretion of heterologous proteins from Saccharomyces 
cerevisiae using inulinase smgal peptides 



AU Chung Bong Hyun (1) Nam Soo Wan Kim, Byung Moon Park Young Hoan 
CS (1) Korea Res Inst Biosci Biotech nol P 0 Box 115 Yusonq Taeion 

305-600 South Korea 
SO Biotectinology and Bioengineenng, (1996) Vol 49 No 4 pp 473-479 

ISSN 0006-3592 
DT Article 
LA English 

AB The INU genes of Klu/veromyces marxianus encode mulmases which are 
readily secreted from Saccharomyces cerevisiae into the culture medium To 
evaluate the utility of the INU signal peptides for the secretion of 
hetefologous proteins from S cerevisiae, a variety of expression and 
secretion vectors were constructed with GA_ 10 promoter and GAL7 

•••tennmator"" The coding sequence for human lipocortin-1 (LCI) was 
inserted in-frame with the INU signal sequences, and then the secretion 
efficiency and localization of LCI were investigated in more detail and 
com^pared with those when being expressed by the vector with the "'Mf'" 
- '"alpha*" - —I"' leader peptide The vector systems with INU 
signal peptides secreted ca 95% of the total LC1 expressed into the 
extracellular medium, while the "*MF"' - '"alpha"* - 
leader peptde-containing vector resulted in very low secretion efficiency 
below 10% In addition, recombinant human interleukin-2 (IL-2} was 
expressed and secreted with the vector systems with INU signal peptide 
and a majority fraction of the human IL.2 expressed was found to be 
secreted into the extracellular medium as observed in LCI expression 

L4 ANSWER 8 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
INC 

AN 1995:361980 BIOSIS 
DN PREV1 99596376280 

Tl CycMs3, a novel B-type alfalfa cyclin gene, .s induced in the G-O-to-G-1 

transition of the cell cycle 
AU Meskiene, Irute, Bogre, Laszio, Dahl, fyiarlis Pirck, f^lanfred; Dang Thi Cam 

Ha, Swoboda, Ines Heberle-Bors Erwin, Ammerer, Gustav; Hirt, Heribert 

OS (1) Vienna Biocent Inst Microbiol and Genet , Dr Bohrgasse 9 A-1030 

Vienna Austra 
SO Plant Cell. (1995) Vol 7, No 6, pp 759-771 

ISSN 1040-4651 
DT Article 
LA English 

AB Cyclins are key regulators of the cell cycle in all eukaryotes We have 
previously isolated two B-type cydin genes cycMsl and cycMs2 from 
alfalfa that are pnmanly expressed dunng the G-2-ta-M phase transition 
and are most likely mitotic cyclin genes Here, we report the Isolation of 
a novel alfalfa cyclin gene, "'temned*" cycMs3 [for cyclin tWedicago 
sativa), by selecting for mating type ***alpha"* - —pheromone"* 
-induced cell cycle arrest suppression m yeast The central region of the 
predicted ammo acid sequence of the cycMs? gene is most similar to the 
cyclin box of yeast B-type and mammalian A- and B-type cyclins In situ 
hybridization showed that cycMs3 mRNA can be detected only in 
proliferating cells and not in differentiated alfa fa cells When 
differentiated G-O-arrested cells were induced to reenter the cell cycle 
m the G-1 phase and resume cell division by treatment with plant 
hormones, cycMs3 transcript levels increased long before the onset of DNA 
synthesis In contrast histone H3-1 mRNA and cycMs2 transcnpts were not 
observed before DNA replicabon and mitosis, respectively In addition 
cycMs3 mRNA was found in all stages of the cell cycle in synchronously 
dividing cells whereas the cycMs2 and histone H3.1 genes showed a 
G-2-to-M phase- or S phase-specific transcription pattern, respectively 
These data suggest that the role of cyclin CycMs3 differs from that of 
CycMsl and CycMs2 We propose that CycMs3 helps control reentry of 
quiescent G-O-arrested cells into the G-1 phase of the cell cycle 

L4 ANSWER 9 OF 78 BIOSIS COPYRIGHT 2003 BIOLOGICAL ABSTRACTS 
INC 

AN 1995 205176 BIOSIS 
DN PREV1 99598219476 

Tl One-step enzymatic hydrolysis of starch using a recombinant strain of 
Saccharomyces cerevisiae producing alpha-amylase, glucoamvlase and 
puliulanase 

AU Janse, B J H ; Pretorius, I S (1) 

CS (1) Inst Biotechnol , Univ Stellenbosch, Stellenbosch South Africa 
SO Applied Microbiology and Biotechnology (1995) Vol 42 No 6 do 
878-883 

ISSN 0175-7598 
□T Article 
LA English 

AB A recombinant strain of Saccharomyces cerevisiae was constructed that 
contained the genes encoding a bacterial alpha-amylase (AMY1) a yeast 
glucoamylase (STA2) and a bacterial puliulanase (pulA) The Bacillus 
amylohquefaciens alpha-amylase and S cerevisiae var diastaficus 
glucoamylase genes were expressed in S cerevisiae using their native 
promoters and the encoded enzymes secreted under direction of their nabve 
leader sequences In contrast, the Klebsiella pneumoniae puliulanase gene 
was placed under the control of the yeast alcohol dehydrogenase gene 
promoter (ADCI-P) and secreted using the yeast mating pheromone 
alpha-factor secretion signal ( "'MF"* - *"alpha**' - "T" 
-S) Transcnption •"termination*" of the puliulanase gene was 
effected by the yeast tryptophan synthase gene "*terminator"* 
(TRP5-T) whereas •**tennination"* of the glucoamylase and 
alpha-amylase genes was directed by their native "'terminators*** 
Puliulanase (PUL1) produced by recombinant yeasts containing ADC1 P 
"MF"* - *"alpha- - "-i"- -S pulA TRP5-T (designated PUL1) was 



further characterized and compared to its bactenal counterpart (PulA) 
The different genes were introduced into S cerevisiae in different 
combinations and the vanous amylol/tic Saccharomyces transformants 
compared to Schwa nniomyces occidentalis Introduction of PUL1 into a S 
cerevisiae strain containing both STA2 and AMV 1 resulted in 99% 
assimilation of starch 

L4 ANSWER 10 OF 78 BIOSIS COPYRIGHT 2CJ3 BIOLOGICAL ABSTRACTS 
INC 

AN 1995 108081 BIOSIS 
DN ^^REVI 995961 22381 

Tl Saccharomyces cerevisiae CNE1 Encodes an Endoplasmic Reticulum (ER) 
Membrane Protein with Sequence Similanty to Calnexin ana Calreticulin and 
Functions as a Constituent of the ER Quality Control Apparatus 

AU^Parlab, Francesco Dominguez, Michel, Berge-on, John J M , Thomas, David 

CS (1)Natl Res Council Canada, Biotechnol Res Insr 61 00 Royalmount 

Ave , Montreal PQ H4P 2R2 Canada 
SO Journal of Biological Chemistry, (1995) Vol :7C Nc 1 dp 244-253 

ISSN 0021-9253 
DT Article 
LA English 

AB We have used a polymerase chain reaction strategy to identify in the yeast 
Saccharomvces cerevisiae genes of the mammalian calnexm/catreticulm 
family, and we have identified and isolated a single gene CNE1 The 
prctein predicted from the CNE1 DNA sequence shares some of the motifs 
witn calnexin and calreticulin, and it is 24% ident-cal and 31% similar at 
the ammo 3-..\d level with mammalian calnexin On the basis of its 
soluDility in aetergerts and its lack of extraction from membranes by 2 5 
M urea, higr salt, and sodium carbonate atpH r 5 we have established 
thatCnelp is an integral membrane protein However, unlike calnexins the 
predicted carboxyl- —terminal"* membrane-spanning domain of Cnelp 

***terTnina*es*** directly Furthermore, based on its changed mobility 
from 76 to 60 kDa after endoglycosidase H digestion Cnel p was shown to be 
N-glycosylated Localization of the Cnel p prote n by differential and 
analytical subce lular fractionation as well as by confocal 
immunofluorescence microscopy showed that it was exclusively located in 
the endoplasmic reticulum (ER), despite the lac^ of knjwn ER retention 
motifs Althc ugh six Ca-2+-binding proteins were detected in 'he ER 
fractions, they were all soluble proteins, and Ca 2+ binding activity has 
not been detected for Cnelp Disruption of the Cf-EI gene did not lead to 
inviable cells or to gross effects on the levels of secreted proteins such 
as "'alpha'" - '"pheromone*" or acid phosphatase However, in 
CNE1 disrupted cells, there was an increase of ceil surface expression of 
an ER retained temperature-sensitive mutar-t of the '"alpha"* - 

*-*pheromone'" receptor, ste2-3p, and a,so ar increase in the secretion 
of he-erologously expressed mammalian alpha-i -antitrypsin Hence Cnelp 
appears to function as a constituent of the S cerevsiae ER protein 
qua ity contro. apparatus 
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Tl Combinatonal expression libraries with individual nemcers of the library 

containing concatemers of expression cassettes 
IN Goldsmrth, Neil, Sorensen Alexandra M P Santana N elsen Soren V S 
PA Evolva Biotech A/S, Den 
SO PCT Int App , 115 pp 

COOEN PIXXD2 
DT Patent 
LA English 
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PI WO 2002059297 A2 20020801 WO2002-CiK56 20020125 

W AE, AG. AL, AM. AT. AU, AZ. BA. BB BG, BR BY BZ CA CH ON 
CO. CR CU, CZ. DE, DK, DM, DZ, EC, EE, hS f GO GD GE GH ' 
GM, HR. HU, ID, IL. IN IS, JP, KE. KG, KP, KR, KZ LC LK LR 
LS. LT, LU, LV, MA, MD, MG. MK MN. MW WK MZ NO NZ OM PH 
PL. PT RO. RU, SD, SE. SG. SI SK. SL. TJ TM TN TR TT ' T7 ' 
UA UG US. UZ. VN YU ZA, ZM, ZW, AM AZ. BY KG. KZ MD, RU 
TJ. TM 



RW GH, GM, KE, LS WW MZ SD, SL S.T TZ, L3 ZM, ZW, AT, BE CH 
CV, DE, DK, ES, Fl, FR GB. GR. IE IT, LU, MC NL, PT. SE TR, 
BJ CF, CG, CI, CM, GA GN. GQ GW ML. MR. HE SN TD, TG 

PRAI DK 2001-12e A 20010i:'5 
DK 2001 -679 A 20010501 
US 20tJ1-300B63P P 20010627 

AB Comoinatoridi jene expression libraries in which re-onnbnation between 
individual seque^ces can take place within ar individ jal cell and methods 
of constructng sjch libraries are described Hacti member of the library 
contains a large no of expression cassettes tnat are randomly selected 
from a pool of cassettes during the construction of the library 
Individual express on cassettes are flanked by a com-non pair of 
restriction sites and have the same promoter and terminator to regulate 
expression of rhe 'Joned insers The library of concatemers is created 
from a library of rdividual clones This pnma'y library, typically a 
cDNA library, nas the individual cassette and its flank ng restriction 
sites fUnked by a second pair of restriction sites Ttie cassettes are 
released from the library and Ngated into concatemers that are then 
cloned into a vector capable of stabiliz ng large inserts, esp artificial 
chromosomes The variability within the comoinatonal library can be 
increased by usng cDNA libraries from mulfiple sources C assettes within 
the library are free to recombine with one another to c reate genes 
encoding novel activities or functions that can be identified Dy selection 
or screening Such libraries a'e useful in discovery o' nove or modified 
metabolic pathways leading tc the prodn of novel compds tor e g drug 
discovery and to tne prodn of known compds in novel quantities or in 
novel compartments of the cells The expression libraries in particular 
are composed o' host cells capable of coordinated and controllable 
expression of large nos of heterclogous genes in the host cells 
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Tl Combinatorial expression libranes witn indivhJual meoibers of the library 

containing concatemers of expression cassettes 
IN Goldsmith, Neil .Sorensen, A exandra M P Santana, Nielsen, Soren V S , 

Naesb^, Michael 
PA Evolva Biotech MS. Den 
SO PCT int AppI , 124 pp 

CODEN PIXXD2 
DT Patent 
LA English 
FAN.CNT 1 

PATEr.T NO KIND DATE APPLICATION NO DATE 



PI WO 2302059296 A2 20020801 WO 2002-Dh 55 20020125 

W: AE, AG AL AM, AT, AU, AZ, OA, BB, BG, BR BY, BZ, CA. CH, CN 
CO, CR, CLJ, CZ, DE, DK, DM, DZ, EC, EE, ES, Fl, GB, GD, GE, GH, 
GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, KR KZ, LC, LK, LR 
LS, LT, LU, LV, MA, MD, MK. MN, MW, r^> , MZ. NO, NZ, OM, PH, 
P^, PT PO PU, SD, SE, Sj, si, SH., SL, TJ, TM, TN, TR. TT, TZ, 
UA, UG, JS, JZ, VN, YU, ZA, ZM, ZW, AM, AZ, BY, KG. KZ, MD, RU, 
TJ, TM 

RW GH, GM, H =, LS, MW, MZ, SD, SL, SZ, TZ, LG, ZM, ZW, AT, BE, CH 
CY, DE, DK, ES. Fl, FR. GB, GR, IE, IT, LU, MC NL, PT SE, TR, 
B". BJ CF, CG, CI, CM, GA, GN, GQ, GW, ML, MR, NE, SN, TD, TG 

PRAIDK2O01^27 A 20010125 
US2001-3C1022P P 20010627 

AB Comoinato'ial gene expression libraries in which in>iividual clones contain 
large nos o' expression cassettes and methods of constructing such 
libraries are descnoed Each member of the library contains a large no 
of expression cassettes that are randomly selected from a pool of 
cassettes dunng the constructon of the library Individual expression 
cassettes are flanked by a common pair o* restriction sites and have the 
same promoter and terminator for uniform regulation of expression of the 
cloned inseis The library of concatemers is created from a library of 
individual clones This primary library, typ.caHy a cDf.A library, has 
the individual cassette and its flanking restriction sites flanked by a 
second pair of rest-iction sites The cassettes are released from the 
library and hgated into concatemers that are then clored into a vector 
capable of slaoil z-ng large inserts, esp artific al chromosomes The 
variabt ity wth n the combinatorial library can oe increased by using 
cDNA braries from multiple sources Such lioraries are userful in 
discovery of novel or modified metabolic pathways leading to the prodn of 
novel comp>:is for e g drug discovery and to the proon of known compds 
in novel quant. ties or in novel compartments of the ceHs The expression 
libra rie*; in particu ar are composed of host cells capable of coordinated 
and controllable e/pression of large nos of heterologous genes m the 
host cells 
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Tl Mass secret on/expression system for unglycosylate-J human MK family 

proteins in methylotropic yeast 
IN Murasugi, Ak ra, Asami, Yukio, Kido Isao Kumai, Hdeshi 
PA Meiji Milk Prod jc:s Co , Ltd , Japan 
SO PCT nt AppI . tH pp 
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PI WO 200000 5718 Al 20000224 WO 1999-JP4332 19990610 
W AU, CA, CN JP KR, US 

RW AT. BE CH CV :^E DK ES, Fl, FR, GB GR, IE IT LU, MC NL, 
PT, SE 

CA 2339350 AA 2CO00224 CA 1999-2339350 1 9990610 
AU 9950674 Al XCOOSOe AU 1999-50674 19990810 
EP 1106697 Al ?0:i0613 EP 1999-9351 23 19990810 

R AT, BE CH. OE, Ci- , ES, FR, GB, GR, IT LI, LU, NL, SE. MC, PT 
IE SI L' LV, Fl 

PRAI JP 1998-236621 A 19980810 
JP 1999-84533 A 1&990326 
W0 1999 JP4332 W ^9990810 

AB Large-scale secreton/e>pression system for unglycosylated human MK family 
proteins in meth/lotropic yeast, Pichia pastoris 'S described The 
expression vector consists of a mature human Mh; family protein coding 
region cDNA attached *o Saccharomyces cerevisiae ""alpha"* 

***1 factor*" signal sequence under the control of a Pichia 
pastoris methano -induciDie ale oxidase gene ( *"A0X1*" ) 

'"promoter*" , a transcription "'termination*** sequence, and an 
origin of replicat sn Ungl.cosylated human MK prote n and PTN protein 
were mass p'Od jced in P chia pastoris GS115andSMDn8 strains, and the 
expressed protems demonstrated their biol act vity for facilitating 
growth of mo jse embryo 'ibroblast NIH3T3 

RE CNT 4 THEPE ARE 4 CITED REFERENCE S AVAILABLE FOR THIS 
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Tl Secretory manufacture rj* human serum alDumin with methylotrophic yeasts 

IN Davis. Geneva Ruth Prcvow, Sally Ann 

PA Salk Institute Biotechnology/Industrial Assoc , Ire . USA 

SO PCT Int AppI 74 pp 
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PI WO 9213951 Al 19920620 WO 19':^2-US1015 19920204 
W JP 

PRA US 1991-650040 "9910204 

AB Human serum album n (HSA) is manufd in a methyiotrophic yeast (Pichia 
pastoris) by expiessior cf the gene from a MeOH -responsive promoter and 
the use of Saccharomyces or human secretory signals to ensure efficient 
secretion The promoter rf the P pastoris ale ox dase gene (AOX1 ) gene 
and the signal sequence from the S cerevisiae alpha -mating factor gene 
or the human serum albumin gene signal sequence a^e used and the 
expression construct is integrated into the host genome A synthetic gene 
for HSA with l odon usage optimized for expression in Pichia was 
constructed by std me*hods and placed under control of the *"A0X1**' 

•"promoter*" vvith tie human or yeast signal sequence, different 
vectors had aifferent copy nos of the express on cassette The vector 
contains a sequence that directs integration irto the HIS4 gene of Pichia 
Fermn regimes that maximized biomass yielc by growth on glycerol as C 
source followed oy induction with MeOH efficiently yielded cross-reacting 
material of the c-j-rect mo wt 
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{FILE HOME EfJTERECiAT13 43 45 0N29 JAN 2003) 

FILE 'BIOSIS EMBASE, CAPLUS ENTERED AT 13 43 58 ON 29 JAN 2003 
LI 496 S A.PHA PHEROMONE OR MFALPHA1 OR MF ALPHA1 OR MF 
ALPHA 1 OR AlP 

L2 162 S LI AND (A0K1 (3S) PROMOTER OR TERM?) 
L3 96 DU-> REM L2 (*^'3 DUPLICATES REMOVED) 
L4 78 S L3 AND PY<--999 
L5 0SL4AfJDPTrj 

L6 162 S LI AND (A0*1 (3A) PROMOTER OR TERM'?) 
L7 96 DU^* REM L6 (r>6 DUPLICATES REMOVED) 
L8 300 S A0> " (3A) (PROMOTER OR TERMINA') 
L9 4 S LI AfJD L8 

L10 4 DUP REM L9 (0 DUPLICATES REMOVED) 

= > s II and (AO.<1 i3s) (promoter or term-?)] 

L1 1 4 LI AND lAOXI ■SS) (PROMOTER OR TERM?]) 

=> Sill not 110 

L12 0 L11 NOT L10 

=> d his 

(FILE HOME' EtJTERED AT 13 43 45 ON 29 JAN 2003) 

FILE -BIOSIS. EMBASE. CAPLUS ENTERED AT 13 43 58 ON 29 JAN 2003 
LI 496 S ALPHA PHEROMONE OR MFALPHA1 OR MF ALPHA1 OR MF 
ALPHA 1 OR ALP 

L2 162 S LI AND (A0<1 (3S) PROMOTER OR TERM?) 
L3 96 DUP REM L2 (6b DUPLICATES REMOVED) 



L4 78 S L3 AND PY<=1999 

L5 0 S L4 AND PTN 

L6 162 S LI f^m (A0X1 (3A) PROMOTER OR TERM^) 

L7 96 DUP REM L6 (r6 DUPLICATES REMOVED) 

LB 300 S AO 1 (3A) (PROMOTER OR TERMINA?) 

L9 4 S LI AUD L8 

L10 4 DUP REM 19 (C DUPLICATES REMOVED) 

L1 1 4 S L1 AND (AO> 1 [3S) (PROMOTER OR TERM"?)) 

L12 0 SL11 rJOT L10 
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^> LOG Y 

COST IN U S DOLLARS SINCE FILE TOTAL 

ENTRY SESSION 
FULL ESTIMATED COST 88 66 68 87 

DISCOUNT AMOUNTS (FOR QUALIFYING ACCOUNTS) SINCE FILE 
TOTAL 

ENTRY SESSION 
CA SUBSCRIBER PRICE -2 60 -2 60 

STN INTERNATIONAL LOGOFF AT 13 53 14 ON 29 JAN 2003 



